Flow cytometric analysis
Flow cytometric analysis was performed using FACSCanto and LSRII; cells were sorted using BD FACS Aria (BD Biosciences, San Jose, CA) at the Cell Analysis Facility, Department of Immunology, University of Washington. Flow data were analyzed with FlowJo7.6 (Tree Star Inc, Ashland, OR).
Listeria infection
Listeria monocytogenes actA, inlB strains expressing the FMuLV GAG epitope (CCLCLTVFL) (LM-GAG) or a control vector (LM-Ø) were provided by Cerus Corporation. L. monocytogenes was grown in Brain-Heart Infusion broth (Sigma). At a midlog growth phase, culture samples were measured by OD and diluted in PBS for the desired titer; mice were infected i.p. with 3x10 7 cfu of LM-GAG or LM-Ø. 
Adoptive T cell transfers and generation of memory T cells

BrdU labeling
Beginning 72 hours before analysis, 1mg BrdU (BD Biosciences) was injected i.p. into each mouse every 24 hours for 3 doses. Splenocytes were then analyzed for BrdU incorporation. cells were washed twice with cold PBS and cell pellets were frozen and stored at -80C until all samples were collected. RNA was isolated using Qiagen RNeasy Plus Mini Kit per the manufacturer's instructions and the yield was determined on a NanoDrop ND-1000 spectrophotometer (Thermo Scientific, Wilmington, DE). Samples that had an appropriate yield (typically 100ng total RNA) were subsequently analyzed for RNA integrity using an Agilent 2100 Bioanalyzer (Agilent Technologies, Inc., Santa Clara, CA). RNA that was determined to be of high quality was converted to cDNA and labeled for subsequent microarray analysis using the were washed twice with cold PBS and cell pellets were stored at -80C until all samples were collected. Total RNA of re-tolerized T cell samples was generated at later time points for subsequent qPCR of miR-181a.
Microarray data analysis
The complete dataset consisting of all arrays was processed using the Bioconductor package lumi by employing quantile normalization (32) . The dataset was initially filtered by flagging probes that were below a defined signal "noise floor," which was calculated as the 75 th percentile of the negative control probe signals within each array. For each pair-wise comparison (using naïve as the reference), a probe was retained if at least half of the samples in at least one condition were not flagged by the intensity filter. We further filtered each pair-wise comparison through the application of a variance filter, using the "shorth" function of the Bioconductor package genefilter. Differential gene expression was determined using the Bioconductor package limma (33) , and a false discovery rate (FDR) method was used to correct for multiple testing (34) . Significant differential gene expression was defined as |log 2 (ratio)| ≥ 1 (± 2-fold) and FDR ≤ 0.05. K-means cluster analysis was performed for those genes found to be differentially expressed in one or more comparison. The normalized log 2 signal intensities were mean-centered at the probe-level and replicate samples were averaged prior to clustering. The number of clusters was selected using the figure of merit (FOM) method by Yeung et al. (35) . K-means clustering and cluster number estimation were performed using the TM4 microarray software suite MultiExperimental Viewer (MeV) (36) . Principal component analysis (PCA) plots were generated using Partek® software version 6.4 (Partek Inc., St. Louis, MO), and probability calculations were determined using the hypergeometric distribution. Gene names were associated with GO biological process domain terms using BioMart within Ensembl (release 62). Gene set enrichment analysis (GSEA; http://www.broadinstitute.org/gsea) was used to determine whether predefined gene sets show enrichment in particular T cell samples (37, 38) .
The microarray data have been deposited in the Gene Expression Omnibus with accession code GSE32025.
MicroRNA array profiling and analysis
MicroRNA array profiling and analysis were performed by "Exiqon Services", Vedbaek,
Denmark. The quality of the total RNA was verified by an Agilent 2100 Bioanalyzer profile. 200 ng total RNA from sample and reference (common reference pool was generated using small amounts of all 9 individual naïve, tolerant and memory T cell samples) was labeled with Hy3™
and Hy5™ fluorescent label, respectively, using the miRCURY™ LNA Array power labeling kit (Exiqon, Denmark) following the procedure described by the manufacturer. The Hy3™-labeled samples and a Hy5™-labeled reference RNA sample were mixed pair-wise and hybridized to the miRCURY™ LNA array version 11.0 mmu (Exiqon, Denmark). The hybridization was performed according to the miRCURY™ LNA array manual using a Tecan HS4800 hybridization station (Tecan, Austria). After hybridization the microarray slides were scanned and stored in an ozone free environment (ozone level below 2.0 ppb) in order to prevent potential bleaching of the fluorescent dyes. The miRCURY™ LNA array microarray slides were scanned using the Agilent G2565BA Microarray Scanner System (Agilent Technologies, Inc., USA) and the image analysis was carried out using the ImaGene 8.0 software (BioDiscovery, Inc., USA).
The quantified signals were background corrected (Normexp with offset value 10 -Ritchie et al.,
2007
) and normalized using the global Lowess (LOcally WEighted Scatterplot Smoothing) regression algorithm. Due to space limitations in Figure 4F the full names for mmu-miR-466 and mmu-miR-297 are mmu-miR-466a-3p/mmu-miR-466b-3p/mmu-miR-466c-3p/m and mmu-miR297a*/mmu-miR-297b-3p/mmu-miR-297c* respectively.
microRNA real-time qPCR: All microRNA real-time qPCR experiments were performed by "Exiqon Services", Vedbaek, Denmark. 10ng total RNA was reverse transcribed in 10 µl reactions using the miRCURY LNA™ Universal RT microRNA PCR, Polyadenylation and cDNA synthesis kit (Exiqon); each sample was processed in triplicates. cDNA was diluted 100 x and 4 μl was used in 10 μl PCR reactions according to the protocol for miRCURY LNA™ Universal RT microRNA PCR; each microRNA was assayed once by qPCR in triplicate cDNA.
The amplification was performed in a LightCycler® 480 Real-Time PCR System (Roche) in 384 well plates. Expression of miR-181a was normalized to miR-34a and miR-let7a. LNATM PCR primer sets for miR-181a: Exiqon Cat.no. 204566.
Data pre-processing: The LightCycler® 480 software was used to determine the Cp value, and to generate amplification-and melting curves. LinRegPCR (ver 11.5) software was used to determine the amplification efficiency. The average amplification efficiency was used to correct the Raw Cp values. Reference miRNAs were analyzed for stability using SLqPCR algorithim (similar to geNorm) and a selection of the most stable reference miRNAs were used to normalize all measurements on a well-to-well basis.
Statistical analyses
Statistical analyses were performed with Prism version 5.0, GraphPad Software, using unpaired two-tailed Student's t tests. A P value of <0.05 was considered statistically significant. Killer cell lectin-like receptor family A members 7, 10, 16 S100 calcium binding proteins 8 and 9/Mrp8 and Mrp14
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